Introduction: More and more studies suggest that type 2 diabetes mellitus (T2DM) can lead to an increased fracture risk. Some previous clinical studies and experimental data have shown that some antidiabetic drugs can increase or decrease the incidence of fractures. Methods: We searched Medline, Embase, Cochrane Library, and the ClinicalTrials.gov website (https://www.clinicaltrials.gov) for published or unpublished randomized controlled trials (RCTs) from inception through 2 December 2018 to compare the effects of dipeptidyl peptidase-4 (DDP-4) inhibitors with active control drugs or placebo in T2DM patients. All RCTs had a duration of at least 12 weeks, and the ultimate measure was whether a fracture occurs or not. We calculated odds ratios and their 95% confidence intervals by the fixed effect Mantel-Haenszel model. Publication bias was investigated firstly through visual observation of funnel plot asymmetry and then through Begg's test or Egger's test. The Cochrane bias risk tools were used to assess the quality of included studies. Results: Eighty-seven eligible RCTs were included in this study. Of 93,772 participants, 49,270 patients received therapy and 44,502 were control patients. Five kinds of DDP-4 inhibitors were included: sitagliptin, saxagliptin, alogliptin, linagliptin and vildagliptin. There were 676 fractures in the DDP-4 inhibitor treatment group and 646 in the control group. The median average glycosylated hemoglobin level was 8.2%. DDP-4 inhibitor treatment did not seem to influence the fracture risk, no matter whether compared with placebo or active comparators in T2DM patients (Mantel-Haenszel odds ratio (MH-OR) = 1.01, 95% CI 0.90-1.12, P = 0.92). After three subgroup analyses which were defined by drug type, control regimen and duration, the results were still stable. Conclusion: This systematic review and metaanalysis shows that DDP-4 inhibitors do not affect the fracture risk when compared with antidiabetic drugs or placebo in T2DM patients.
INTRODUCTION
Diabetes affects an estimated 6-8% of the population worldwide [2] and more than 90% of patients with diabetes are classified as having type 2 diabetes mellitus (T2DM). As we all know, T2DM is a universal disease caused by lifestyle and/or genetic factors; obese patients and the elderly are the predominant groups affected.
More and more studies suggest that type 2 diabetes can lead to an increased fracture risk [2, 14, 31] . Although there is no clear pathogenic mechanism, some possible mechanisms have been found, such as changes in bone mineral density [2] , impaired skeletal quality and strength, or the effects of comorbidities such as diabetic macrovascular and microvascular complications [28] . Although bone fractures are not considered to be the main complications of T2DM in the traditional sense, bone fractures in diabetic patients can lead to decreased blood glucose control, physical disability, and declining overall life quality [11] .
Some previous clinical studies and experimental data have shown that some antidiabetic drugs can increase or decrease the incidence of fractures [1, 25] . For instance, thiazolidinediones can hamper osteoblastogenesis and increase the bone loss and fracture risk; the effect on postmenopausal women with T2DM is particularly significant [16] . Conversely, the use of sulfonylureas and metformin can reduce fracture risk and they have a positive impact on skeletal health [1] . It is worth mentioning that although insulin treatment has no significant effect on bone mineral density [17] , insulin treatment also increases the risk of fracture [29] .
Dipeptidyl peptidase-4 (DDP-4) inhibitors are a class of antidiabetic drugs which can increase insulin levels and improve glycemic control by increasing the levels of glucagon-like peptide 1 (GLP-1) and glucose-dependent insulinotropic polypeptide (GIP), and they do not lead to increased weight or increased hypoglycaemic risk in diabetic patients [5] .
In order to understand the specific connections between DDP-4 inhibitors and the risk of fractures, more and more research has been conducted. However, the results obtained are contradictory. A previous meta-analysis and systematic review of randomized controlled trials (RCTs) showed that treatment with DPP-4 inhibitors can decrease fracture risk by 40% in T2DM patients when compared with active control therapies or placebo [23] . In contrast, the results of another meta-analysis and systematic review suggested that there was no obvious correlation between fracture risk and DPP-4 inhibitor treatment when compared with active comparators or placebo [21] . According to a previous cohort study, DPP-4 inhibitor therapy did not affect the risk of fracture compared with non-insulin hypoglycemic drug users and control groups [8] . A post hoc pooled analysis showed that after the summary of 20 RCTs, the incidence of fractures with saxagliptin was higher than that in the control group [13] . In animal model tests, sitagliptin treatment may reduce bone resorption, further increase bone strength, and reduce bone loss in diabetic rats [9] .
In previous systematic reviews, few studies directly investigated the relationship between DPP-4 inhibitor treatment and fracture. Bone fractures are generally considered as adverse events in research rather than as major findings. In recent years, many new powerful RCTs have investigated DPP-4 inhibitors. Therefore, we summarized all RCTs of DPP-4 inhibitors compared with other drugs for diabetes mellitus or placebo. The aim of this research is to obtain a meta-analysis and systematic review to ascertain whether the treatment of DPP-4 inhibitors is related to the occurrence of fracture in T2DM patients or not. 
METHODS

Data Sources and Search Strategy
Study Selection
The trials that satisfied the following conditions were included in our study: (1) only RCTs in T2DM patients; (2) with a duration greater than or equal to 12 weeks; (3) DDP-4 inhibitors as interventions, including sitagliptin, saxagliptin, vildagliptin, alogliptin, linagliptin, trelagliptin, and anagliptin; (4) comparing the effects of DDP-4 inhibitors with comparators or placebo; and (5) data on fracture occurrence are available. Trials in which both groups had zero incidents were eliminated.
Data Extraction Content and Quality Assessment
We extracted the following relevant information from RCTs that met inclusion criteria: name of the first author, sample size, publication year, duration of the trial, types of DPP-4 inhibitors and comparators, mean age, glycosylated hemoglobin (HbA1c) level (%), and reported results (number of fracture events per treatment group). Two investigators (QC and TL) performed data collection independently, the results of which were kept in duplicate. A senior investigator (HZ) addressed any conflicts. The Cochrane bias risk tools were used to assess the quality of included studies [12] and included the following seven items: (1) randomization, (2) description of allocation, (3) blinding of participants/personnel, (4) blinding of outcome assessment, (5) incomplete outcome data, (6) selective reporting, and (7) other sources of bias.
Data Analysis
The meta-analysis was reported in strict accordance with the PRISMA guideline [26] . The major observation result was the presence or absence of fracture, regardless of fracture sites. We calculated odds ratios (ORs) and their 95% confidence intervals by the fixed effect Mantel-Haenszel model. I 2 statistics was used to assess heterogeneity. An I 2 value greater than or equal to 50% was considered to indicate significant heterogeneity among the trials [4] . According to the results of Cochrane's Q test, the choice of fixed or random effect model was determined. In order to exclude specific studies that could alter current research results, sensitivity or subgroup analysis was conducted. To inspect the impact of specific research characteristics (such as mean age and glycosylated hemoglobin) on risk effects, we carried out meta-regression analyses. Publication bias was investigated firstly through visual observation of funnel plot asymmetry and then through Begg's test or Egger's test. Statistical analysis of the data was performed by using STATA 14.0 (STATA Corp, TX, USA) and RevMan Version 5.3 (Cochrane Collaboration, Oxford, UK). The GRADE system was used to assess the quality of evidence by outcome [3] .
Compliance with Ethics Guidelines
This article is based on previously conducted studies and does not contain any studies with human participants or animals performed by any of the authors.
RESULTS
The initial database searches identified 2858 unique titles and abstract. After duplicate article records were deleted, 1651 records were retained. The analysis eventually included 87 RCTs, among which 67 clinical trials were obtained from journals and 20 clinical trials were from the ClinicalTrials.gov website (https://www.clinicaltrials.gov). The flowchart of the studies included is shown in Fig. 1 .
Characteristics of Research Included in the Study
The characteristics of research included in the study are presented in Table 1 . This analysis included 93,772 participants, including 49,270 in the DDP-4 inhibitor treatment group and the others were in the control group. The total number of fracture incidents was 1322, arising from 676 participants in the DDP-4 inhibitor treatment group and 646 participants in the control group. The DDP-4 inhibitors included in all 87 trials were as follows: sitagliptin in 45, saxagliptin in 15, linagliptin in 15, alogliptin in seven, and vildagliptin in five. A total of 28 NR not report studies and 44 studies, including 22,082 patients and 63,135 patients, were used to compare DPP-4 inhibitors with active comparators and placebo, respectively, while 15 trials including 8555 patients compared DPP-4 inhibitors with active comparators and placebo simultaneously. Five traditional antidiabetic drugs were included as active comparators: sulfonylureas, thiazolidinediones, metformin, GLP-1 receptor agonists, and SGLT2 inhibitors. Among the studies included, the earliest one was published in 2006, and the latest one was published in 2018. The main population in the study was middle-aged and elderly people; the average age of the study population was 49.7--78.3 years. Follow-up time of the study ranged from 12 to 206 weeks. We used 52 weeks as the cutoff point for the duration of treatment; 44 RCTs lasted less than it and 43 RCTs lasted longer. Table S1 and Fig. S1 (supplementary material) summarize the quality assessment of 87 studies included in this analysis. We evaluated 87 studies one by one using the Cochrane bias risk tools and found that nine studies did not mention the method used for randomization. The methods used to describe assignment and blinding method for outcome assessment were unclear in 19 and 44 studies, respectively. Almost all the studies described the method for handling incomplete outcome data, blinding of participants and personnel, and selective reporting. Overall, the bias risk in research was considered relatively low.
Evaluation of Quality
Meta-Analysis: Risk of Fractures with DDP-4 Inhibitor Treatment
In order to understand the incidence of fracture related to DPP-4 inhibitor treatment, we conducted statistical analyses. Overall, DPP-4 inhibitor therapy did not influence the fracture risk, no matter whether compared with placebo or active comparators in T2DM patients (MH-OR = 1.01, 95% CI 0.90-1.12, P = 0.92, Fig. 2) . Heterogeneity was not observed (I 2 = 0%, P = 1.00). Through the GRADE system, we believe that the quality of evidence was moderate. The quality of evidence is summarized in Table S2 (supplementary material).
Sensitivity Analysis
No low-quality studies were found in sensitivity analysis, and the results were approximately similar to those of the major analysis (Fig. S2,  supplementary material) .
Subgroup Analysis
According to Control Regimen The forest plot in Fig. S3 (supplementary material) shows a subgroup analysis which compared DPP-4 inhibitors to the control regimen. A total of 30,637 participants in trials were compared using active comparators, the MH-OR was 1.04 (95% CI 0.74-1.46, P = 0.81) in trials vs. active comparators, and fractures occurred in 72 cases and 68 cases in the DDP-4 inhibitor treatment group and the control group, respectively. The I 2 value obtained was equal to 0.0% and heterogeneity was not observed. A total of 71,690 participants in trials were compared using placebo, the MH-OR was 0.99 (95% CI 0.88-1.11, P = 0.88) in trials vs. placebo, and fractures occurred in 616 cases and 597 cases in the DDP-4 inhibitor treatment group and the control group, respectively. The obtained I 2 was 0.0% and heterogeneity was not observed. The results of subgroup analysis indicated that the effect of DPP-4 inhibitors was not significantly different between different control regimens (P = 0.79). Through the GRADE system, we believe that the quality of evidence was moderate. The quality of evidence is summarized in Table S2 (supplementary material).
According to Type of DPP-4 Inhibitor
The forest plot in Fig. S4 (supplementary material) shows a subgroup analysis which compared the effects of different types of DDP-4 inhibitors on fracture risk. In a total of 46,415 participants in 45 trials using sitagliptin, MH-OR for sitagliptin was 1.02 (95% CI 0.88-1.19, P = 0.79). Among them, 340 participants and 342 participants were in the DDP-4 inhibitor treatment group and the control group, respectively. In a total of 23,638 participants in 15 trials using saxagliptin, MH-OR for saxagliptin was 1.02 (95% CI 0.86-1.22, P = 0.81), including 276 participants and 253 participants in the saxagliptin group and the control group, respectively. In a total of 9609 participants in 15 trials using linagliptin, MH-OR for linagliptin was 1.16 (95% CI 0.64-2.13, P = 0.62), including 30 participants and 15 participants in the linagliptin group and the control group, respectively. In a total of 12,101 participants in seven trials using alogliptin, MH-OR for alogliptin was 0.73 (95% CI 0.44-1.22, P = 0.23), including 28 participants and 32 participants in the alogliptin group and the control group, respectively. In a total of 2009 participants in five trials using vildagliptin, MH-OR for vildagliptin was 0.62 (95% CI 0.15-2.56, P = 0.51), including two participants and four participants in the vildagliptin group and the control group, respectively. The I 2 value was equal to 0.0% in all drug types, indicating no presence of heterogeneity. Overall, between DPP-4 inhibitors of different drug types there was no significant statistical difference in fracture risk after subgroup analysis (P = 0.70). Through the GRADE system, we believe that the quality of evidence was moderate. The quality of evidence is summarized in Table S2 (supplementary material).
According to Duration
The forest plot in Fig. S5 (supplementary material) shows a subgroup analysis which compared the effects of different length of follow-up on fracture risk. In a total of 24,915 participants with a length of follow-up of less than 52 weeks, MH-OR for follow-up of less than 52 weeks was 0.65 (95% CI 0.42-1.01, P = 0.06), including 35 participants and 39 participants in the DDP-4 inhibitor treatment group and the control group, respectively. In a total of 16,334 participants in trials with a length of follow-up of at least 52 weeks and less than 104 weeks, MH-OR for that was 1.28 (95% CI 0.85-1.91, P = 0.24), including 62 participants and 42 participants in the DDP-4 inhibitor treatment group and the control group, respectively. In a total of 31,326 participants in trials with a length of follow-up of at least 104 weeks and less than 156 weeks, MH-OR for that was 1.04 (95% CI 0.90-1.20, P = 0.62), including 371 participants and 358 participants in the DDP-4 inhibitor treatment group and the control group, respectively. In a total of 21,197 participants in trials with a length of follow-up of at least 156 weeks, MH-OR for that was 0.98 (95% CI 0.81-1.20, P = 0.87), including 208 participants and 207 participants in the DDP-4 inhibitor treatment group and the control group, respectively. The obtained I 2 was 0.0% and heterogeneity was not observed. Subgroup analysis based on the duration of DPP-4 inhibitor therapy showed no significant difference in fracture risk (P = 0.90). The test for subgroup differences (P = 0.15, I 2 = 43.1%) refers to the heterogeneity between subgroups. It is considered that the heterogeneity is not enough to influence the results. The evidence quality was moderate (Table S2 , supplementary material).
Meta-Regression
To inspect the effect of specific research characteristics (mean age and glycosylated hemoglobin) on fracture risk, we also performed meta-regression analyses. We observed that the risk of fracture did not change with mean age (P = 0.222) and glycosylated hemoglobin (P = 0.406) level and no statistically significant difference effect was noted (Fig. S6 , supplementary material).
Funnel Plot and Publication Bias
The funnel plot in Fig. 3 does not show any sign of publication bias by visual inspection, and Begg's test (P = 0.077) and Egger's test (P = 0.170) indicated no major publication bias.
DISCUSSION
Bone fractures in diabetic patients can lead to decreased blood glucose control, physical disability, and declining overall life quality, so fractures are receiving increasing attention and have become one of the important endpoints of clinical trials. On the basis of previous studies, we believe that the relationship between DDP-4 inhibitors and fracture risk in T2DM patients is unclear. And in recent years, many new powerful RCTs have been published to investigate DPP-4 inhibitors, so we performed a metaanalysis and systematic review to ascertain whether the treatment with DPP-4 inhibitors is related to the occurrence of fracture in T2DM patients or not. Analysis of data from 87 RCTs showed that DPP-4 inhibitors did not affect the fracture risk when compared with antidiabetic drugs or placebo in T2DM patients.
The quality of the studies was evaluated using the Cochrane bias risk tool. From Table S1 and Fig. S1 (supplementary material) , it can be concluded that the bias risk in RCTs is relatively low, the design of the study is reasonable, and the intensity of evidence is high. The forest plots of the meta-analysis and three subgroup analyses (drug types, control regimen, and duration) showed an I 2 value of 0.0%, indicating no statistical heterogeneity. This means that it is not the heterogeneity of the research itself, but any variation in the research may be attributed to changes in the independent variables [4] . According to the GRADE system the evidence quality is moderate. Consistency of data analysis results between studies can provide confidence in the application of the results. The analysis results have good internal credibility. Moreover, the sample size of the study was large and more than 90,000 people participated; the randomized clinical trial data from multiple countries is representative, reflecting the external validity of the study.
Our results were consistent with a retrospective cohort study of 216,816 participants treated with DPP-4 inhibitors for 1.3 years. The results suggested that DPP-4 inhibitor therapy did not affect the fracture risk compared with non-insulin hypoglycemic drug users and control groups [8] . The results of another analysis previously done by Monami et al. are contrary to ours [23] . They concluded that DPP-4 inhibitor users have a 40% reduction in the risk of fracture. Their study included a total of 21,055 participants in 28 clinical trials, including 11,880 using DPP-4 inhibitors and 9175 using comparators; the mean treatment time was 35 weeks. We collected data from 87 randomized trials involving a total of 93,772 participants, with an average treatment time of 52 weeks, and the number of patients was approximately four times higher than that included in Monami et al.'s study. The treatment time is also relatively long. In addition, we conducted three subgroup analyses which were defined by drug types, control regimen, and duration to explore sources of heterogeneity and the results remained robust. Therefore, we believe that the difference in research results may be attributed to the relatively few participants in the research and the short observation time.
Of the 87 studies included, two were large RCTs, one of which was published by Josse et al. in 2017, which included 14,671 participants treated with sitagliptin and placebo for 43 months [15] . The other RCT had a total of [27] . The results showed that the incidence of fracture in DPP-4 inhibitor users was approximately the same as that in placebo users. Our results were influenced to some extent by these two studies (N = 31,163), so we performed a sensitivity analysis. However, after these two tests were omitted, the results were still robust.
DPP-4 inhibitors and GLP-1 receptor agonists have similar hypoglycemic mechanisms. Both drug types lower blood glucose by increasing circulating levels of GLP-1. Previous research has suggested that GLP-1 may have a beneficial effect on bone metabolism [24, 32] . Type 2 diabetic rats given GLP-1 can continuously promote bone formation and thus exert bone anabolism [24] . Increased bone resorption of osteoclasts in mice with GLP-1 receptor knockout results in a decrease in cortical bone mass and an increase in bone fragility [32] . In in vitro mice experiments, the cortical thickness and bone outer diameter of mice lacking the GLP-1 receptor were significantly reduced, reflecting a decrease in bone strength, indicating that GLP-1 is beneficial to bone strength and quality [18] . However, the results of another analysis previously done by Mabilleau et al. did not provide significant evidence that fracture risk reduced in participants treated with GLP-1 receptor agonists [19] . The result of another meta-analysis is interesting: liraglutide treatment significantly reduced the fracture incidence in T2DM patients; however, fracture risk increased in participants treated with exenatide [30] . A recent analysis suggests that exenatide is the safest option and has the lowest risk of fracture compared with other GLP-1 receptor agonists [33] . Different from GLP-1 receptor agonists, DPP-4 inhibitors can increase GIP levels. A previous 5-day crossover study of patients with type 1 diabetes suggested that short-term GIP infusion could significantly reduce bone resorption and improve bone metabolism [7] . In animal models, GIP was found to enhance glucose-induced insulin secretion and bind to GIP receptor (GIPR) for bone synthesis [10] . The results of another animal experiment supported the positive effects of GIPR on bone quality and strength [22] . A previous study found that GIP reduced osteoclast formation, differentiation, and absorption in ovariectomized mice [20] .
After meta-regression of special study characteristics, we believe that age and glycated hemoglobin levels have no effect on our findings. In addition, we consider that other potential reasons such as differences in longterm habits of individuals may have an impact. Differences in previous RCT evaluations indicate that the long-term impacts of DPP-4 inhibitors on fractures are not conclusive.
Although our study only explored whether DPP-4 inhibitors alone could increase the risk of fractures in T2DM patients, in practical clinical work, most T2DM patients are treated with two or more combination hypoglycemic drugs. In a nationwide study of South Korea, DDP-4 inhibitors combined with metformin had a lower incidence of fracture than sulfonylureas combined with metformin. The results showed that DDP-4 inhibitors combined with metformin may have a protective effect on bone metabolism compared with sulfonylureas [6] . We also found research into combined treatment with DDP-4 inhibitors and other hypoglycemic drugs, but results including fracture data were rare. Therefore, it is necessary to strengthen the research on the effect of DDP-4 inhibitors combined with hypoglycemic drugs on fracture in the future.
There are still some limitations in the studies we have included. The mean follow-up time of the RCTs was 52 weeks, which we believe is probably too short to observe the occurrence of the fracture event. Therefore, we performed a subgroup analysis using 52 weeks as the cutoff point for treatment time and found no significant differences in fracture risk at different follow-up times. In most of the trials involving fracture outcomes, fractures were not considered to be the major findings of the trial report and were only recorded as serious adverse events. The results of some of the data were not reported. For example, in some published articles, there is no information on glycated hemoglobin, and the data is labeled as ''NR''. We acknowledge that these missing data may result in incomplete images of patient baseline characteristics. However, the missing data is not related to the main results of this study. In addition, there is no data on racial, gender, and female menopausal status in the initial data included, and the special features included are not comprehensive. Therefore, trials with longer duration of treatment and fractures as the main outcome are needed to explore the relationship between DPP-4 inhibitor use and fracture occurrence.
CONCLUSION
Although the results of our study indicate that DPP-4 inhibitors show no significant anti-fracture capabilities, this study is still of value to physicians when choosing these drugs as a treatment option. In addition, treatment of diabetic patients with DDP-4 inhibitors, which is thus usually independent of the risk of fracture, can be considered as an advantage worth mentioning compared with drugs such as thiazolidinedione or exenatide, which are known to increase the risk of fracture.
